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Description 

[0001] Th invention relates to the use of conjugated lin leic acids (CLAs) to inhibit the cyclooxygenase-catalyzed 
conversion of arachidonic acid to thromboxane/prostanoids in platelets and platelet function, particularly platelet aggre- 
5 gation. 

Background of the Invention 

[0002] Conjugated linoleic acids (CLAs) have received considerable attention recently because of reports that they 

10 may have chemoprotectrve properties. 

[0003] CLAs (notably 9, 1 1 -and 10,1 2-octadecadienoic acids or, more simply, 9, 1 1 -1 8:2 or 1 0, 1 2-1 8:2) are isomers of 
linoleic acid (9, 12 -linoleic acid). The term "CLA" is used in a generalized sense to refer to certain positional and geo- 
metrical isomers of linoleic acid, these isomers being characterized by the presence of a set of conjugated double 
bonds which differentiate the CLAs from the precursor linoleic acid, the latter being characterized by a non-conjugated 

is pair of double bonds at the C-9 and C-12 positions. The CLAs are primarily the 9,1 1 - and/or 10,12-isomers, each of 
which has possible tis and trans configurations at the double bonds. 

[0004] CLAs have been found predominantly in meat and dairy products (1-2). CLA content is highest in ruminant 
meats. For example, lamb contains 6 mg of CLAs per gram of fat with smaller amounts being found in poultry and eggs. 
Dairy products also contain considerable amounts of CLAs. For example, homogenized milk has about 5.5 mg/g of fat. 

20 [0005] In the past few years, CLAs have generated considerable interest in cancer and cardiovascular research. A 
variety of reports have appeared indicating that CLAs may be effective in inhibiting the initiation and/or post-initiation 
phases of carcinogenesis in several experimental animal models (3-5). CLAs have also been reported as decreasing 
the incidence of chemically induced skin and forestomach cancers in mice and mammary tumors in rats. Other findings 
indicate that CLAs have reduced in vitro cell growth when added to malignant melanoma cells, colorectal cancer cells 

25 and human breast cancer cells. 

[0006] As far as the effects of CLAs on cardiovascular disease are concerned, Krrtchevsky and co-workers have 
reported the suppression of atherosclerosis in rabbits (6). Thus, when rabbits were fed an atherogenic diet containing 
CLA, a decrease in total plasma- and LDL cholesterol levels was observed. In another study, Nicolosi found that addi- 
tion of CLA to the diet of hamsters reduced LDL-cholesterol levels and aortic atherosclerosis (7). 

30 [0007] Although there are probably a variety of mechanisms by which CLAs inhibit carcinogenesis and reduce cho- 
lesterol levels, none of these mechanisms has yet been conclusively identified. Previous reports have suggested that 
certain prostanoid inhibitors may be effective in preventing the initiation of chemical carcinogenesis (8) and, in view of 
this, one might speculate that CLAs function in a similar manner, possibly by preventing prostanoid formation. However, 
until the present invention, the use of CLAs to control prostanoid formation has not been disclosed. 

35 [0008] Prostanoids are members of the eicosanoid family of metabolites formed from arachidonic acid (see Figure 1). 
Eicosanoids are produced by most mammalian cell types and are potent cellular regulators that function as local medi- 
ators since they act at or near the location at which they are synthesized (9). For example, the eicosanoids are known 
to mediate induction of blood clotting and a variety of inflammatory responses. 

[0009] There are two main pathways of arachidonic acid metabolism in the body. One is the so-called "cyclic*' or 
40 cyclooxygenase-catalyzed pathway and a second one, the "linear" or lipoxygenase-catalyzed route [(9), Figure 1]. The 
cyclic pathway generates prostanoids including prostaglandins and thromboxane, for example, thromboxane A2 (TXA2) 
which is a very potent inducer of platelet aggregation. The lipoxygenase-mediated pathway, on the other hand, pro- 
duces hydroperoxy derivatives of arachidonic acid. A variety of cells can produce the 5-hydroperoxy metabolite which 
is the precursor of the leukotriene group of substances that are potent contractors of vascular smooth muscle and con- 
45 stridors of lung bronchi. 

[001 0] Several prior studies have shown that different fatty acids can act as competitors of both the cyclooxygenase 
and lipoxygenase enzymes (10). However, it appears that there has been no study regarding the activity of CLAs with 
respect to these enzymes. 

so Summary of the Invention 

[0011] The invention is based, at least in part, on the finding that CLAs, notably 9,11-182 and 10,12-182, and 
hydroxy derivatives thereof, selectively inhibit the cyclooxygenase-catalyzed conversion of arachidonic acid into throm- 
boxane/prostanoids According to the invention, the CLAs do not affect the lipoxygenase-catalyzed pathway. As a con- 
65 sequence, the invention cont mplatestheus of CLAs t inhibit platelet thromboxan formati n or platelet aggregation. 
As indicated, this activity of th CLAs appears to b specific to inhibition of the cyclooxygenase activity with respect to 
the conversion of arachidonic acid to thromboxan and prostanoids with consequent restriction n the tendency of 
platelets to aggregate. Th CLAs appear t be selective in this respect and do not s em to inhibit, or otherwise effect, 



2 



3NSDOCID: <EP 0955O47A2_l_> 



EP0955 047A2 



the other pathways of arachid nic acid metabolism. 

[0012] The above-noted sel ctive action of CLAs n the cydooxygenas -catalyzed conv rsi n of arachidonic acid 
indicates that the administration of effective amounts of a CLA, for example, as an additive to food or in pharmaceutical 
form, to mammals can provide a useful method tor treating thrombic conditions by inhibiting the cyclooxygenase-cata- 
5 lyzed conversion of arachid nic acid to thromboxane. In a more specific aspect, the invention provides a method for 
inhibiting platelet aggregation by administering an effective amount of a CLA or mixture thereof to a mammal in need of 
such inhibition. Other aspects of the invention will be evident from the description which follows. 

Brief Description of Drawings 

10 

[0013] 

Figure 1 illustrates the cyclic and non-cyclic pathways of arachidonic acid metabolism; 

Figure 2 is an autoradiograph of platelet arachidonic acid metabolites (separated by thin layer chromatography) 
75 formed in the absence or presence of various CLA isomers; 

Figure 3 is a dose response curve of various CLA isomers on platelet thromboxane formation; 
Figure 4 is a graph illustrating the antiaggregatory effect of CLAs on rat platelet aggregation; and 
Figure 5 is a graph illustrating the relative inhibitory effectiveness of CLA and linoleic acid (LA) on platelet aggre- 
gation. 

20 

Description of Preferred Embodiments 

[0014] The CLAs useful herein advantageously comprise 9,11 -and 10,12-octadecadienoic acid which, as earlier 
noted, may also be called 9,1 1-18:2 or 10,12-18:2, respectively, or the hydroxy derivatives thereof These CLAs may be 
25 used separately, or in admixture, in either the cis- and/or trans-forms. It does not appear essential to use the 9, 1 1 -1 82 
and/or 10,12:18-2 isomers in pure form provided these isomers represent the major component of the composition 
which is used. Advantageously, a mixture comprising 9c, 1 1 1 and 1 0t,1 2c is used in the amounts of 5-95% by weight of 
each isomer. Preferably a mixture comprising 55-85% by weight of 9c,11t isomer and 45-15% 10t, 12c, or vice versa, 
is used. 

so [001 5] As one representative CLA composition suitable for use herein, there may be mentioned the following where 
percents are by weight: 

CLA Composition fCLA mix") 

35 [0016] 

18% oleic acid. 
6% palmitic acid 
31% 9c, 1 1t and 9t, 1 1c-isomers 
40 33% 10t,12c and 10c, 12t-isomers 
2.3% 9c, 1 1c, and 10c, 12c-isomers 
2% other (i.e. diglycerides) 

[001 7] A pure form of the 9, 1 1 -isomer is also commercially available and may be used for present purposes. 

45 [0018] As indicated, hydroxy derivatives ofJh aJJl jndtor 10 T 12-isomers may. also_b e used. For example, the 13t 
hydroxy and 9-hydroxy derivative of 9,1 1-185 and 10,12-185, respectively (referred to herein as 13- or 9-HODE) are 
suitable for use . Of these hydroxy derivatives, it is noted that 13-HODE is more potent as a thromboxane inhibitor than 
the parent 9.T1-1 8:2 while 9-HODE is less potent than the corresponding non-hydraxylated parent 10,12-185. As indi- 
cated earlier, the finding that 9,1 1-185 and 10,12-185 and their hydroxylated derivatives, inhibit thromboxane forma- 

so tion and consequently platelet aggregation appears to be specific to the CLAs. 

[0019] For ease of reference, it is noted that isomeric structures of linoleic acid; CLA 9,1 1-185; and 10,12-18:2; and 
13-HODE are set out below: 
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[0020] As indicated, the invention contemplates the addition of the CLA to food or as an active component in a phar- 
maceutical composition of conventional form, e.g. a tablet, capsule or equivalent. The CLA may be added to any type 

30 of food, e.g. butter or other spreads, bread or the like. When used in pharmaceutical form, the CLA may be the only 
active component or it may be used in combination with one or more other pharmaceutical^ effective agents. 
[0021] The amount of CLA used to inhibit platelet aggregation or the cyclooxygenase-catalyzed conversion of arachi- 
d nic acid to thromboxane (TX) can be widely varied depending on other factors, e.g. body weight However, the 
amount of CLA to be administered can be readily determined for any specific situation. Generally, however, the amount 

35 of CLA used will be in the range of 0.25 to .5 grams as a daily dose per kg of mammal being treated. 
[0022] The invention is illustrated by the following examples: 

EXAMPLE 1 

40 [0023] This example illustrates the effects of CLA on platelet thromboxane formation. 

[0024] Human platelets were isolated from donors according to previously established procedures (13) and resus- 
pended in Krebs-Henseleit buffer (pH 7.4) at a concentration of 3x1 0 8 platelets/ml. The platelets (0.5 ml) were placed 
in a 37°C water bath for several minutes and then treated with either vehicle (ethanol) or various concentrations of the 
fatty acid to be tested for 2 mm. Next, 10 jiM (final concentration) [ 14 C]-arachidonic acid was added. In some experi- 

45 merits, 20 \M calcium tonophore A231 87 was added about 5 sec. prior to the addition of the arachidonic acid substrate. 
Ten minutes after the addition of arachidonic acid, the reaction was terminated with 10% formic acid and the products 
extracted with chloroform-methanol. Product separation and analysis by thin layer chromatography (TLC) was carried 
out as previously described using unlabeled arachidonic acid. 15-HETE and thromboxane B2 as standards (11). The 
various radioactive product and unreacted substrate bands were visualized by autoradiography and quantitated either 

so by scraping the bands from the TLC plate and counting the samples in a liquid scintillation counter or by determining 
the relative band intensities using a Personal Densitometer SI (Molecular Dynamics, Sunnyvale, CA) with ImageQuaNT 
v4.2 software). 

[0025] As shown in Figure 2, lane 1 , the major arachidonate metabolites formed by platelets are two cyclooxygenase 
metabolites, i.e. thromboxane B2 (TXB2) and 12-hydroxyheptadecatri noic acid (HHT), and the lipoxygenase metabo- 
ss lite 12-hydroxyeicosatetraenoic acid (12-HETE). When plat lets w re incubated with various concerrtrati ns of either 
CLA mix (containing 31% 9,1 1-185 and 33% 10,12-185, lanes 2 and 3), 9,1 1-185 (lanes 4 and 5), 10,12-18:2 (lanes 
6 and 7), TXB2 formation was inhibited with no effect n the 12-HETE production. Hence, formation of the cyclooxyge- 
nase product TXB2, but not the 12-lipoxygenase m tabolrte, was sensitive to CLA inhibrti n. 
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[0026] To obtain the results shown in Figure 2, the human platelets were pretreated with the various concentrations 
of CLA isomers followed by the addition of calcium ionophore A23187 and [ 14 C]-arachidonic acid. Products were iso- 
lated, separated by thin layer chromatography as described above. The results shown in Figur 2 are from a typical 
experiment wher in lane 1- represents plat lets treated with ethanol (vehicle), lane 2- plat lets treated with 3 pM CLA 

5 mix (31% 9,1 1-18:2 and 33% 10,12-182), lane 3- platelets treated with 10 *iM CLA mix (31% 9,1 1-18:2 and 33% 10,12- 
182), lane 4-platelets treated with 30 *iM 9,11-182, lane 5- platelets treated with 60 pM 9,11-182, lane 6- platelets 
treated with 3 nM 10,12-182 and lane 7- platelets treated with 10 \M 10,12-182. The identities of the bands in 
decreasing order of Rf are as follows: AA-unreacted arachidonic acid, 1 2-HETE- 1 2-hydroxyeicosatetraenoic acid (a 
platelet 12-Hpoxygenase metabolite), HHT-12-hydroxyheptadecatrienoic acid, TXB2-thrombaxane B2, the latter two 

10 products are cyclooxygenase metabolites, origin-sample application point 

[0027] A typical dose response curve of these isomers as well as the hydroxytated analogs 9-HODE (10,12 double 
band isomer) and 13-HODE (9,1 1 double bond isomer) is shown in Figure 3. The data shown were obtained by deter- 
mining the effects of various concentrations of CLA isomers on platelet thromboxane B2 production. Control platelets 
(ethanol vehicle) from the donor converted 12% of [ 14 C]-arachidonic acid to [ 14 C]-thromboxane B2. [ 14 C] -thromboxane 

15 B2 production by fatty acid-treated platelets relative to vehicle-treated platelets was determined and expressed as % 
control. Symbols used for various fatty acids: aa, CLA mix;M, 10,12-18:2; 0-0, 9,11-182; •-* 13-HODE, 9- 
HODE. 

[0028] Table 1 shows the inhibitory effect of CLA mix (9,1 1 -1 8:2; 1 0,12-1 82) as used herein on human platelet throm- 
boxane and 1 2-HETE formation as determined by radioactive product distribution in the control platelets and those 
20 treated with CLA mix. 

# 



Table 1 



25 


Sample 


Thromboxane (DCB^ 
Formation 


1 2-HETE Formation 






%DPM 




control (no CLA) 


9.2 


59.6 


30 


CLA (10 nM) 


7.0 


63.7 




CLA (30 iilvl) 


3.0 


67.6 




CLA(60|iM) 


4.9 


66.4 



as [0029] It is concluded from the data given in Table 1 that CLA(9,11-182; 10,12-182 mix) inhibits thronrtooxaneTXBg 
formation while the CLA has no significant effect on 12-lipaxygenasa 

[0030] Table 2 below summarizes the inhibitory potencies of the various CLA isomers tested. The results show that 
the inhibitory effectiveness of the CLA mix as well as the pure 9,1 1- and 10,12-182 isomers on platelet TXBg formation 
was approximately the same. The introduction of a hydroxyl functionality into the 9,1 1 isomer, i.e. 13-HODE, enhanced 
40 its inhibitory potency relative to the non-hydroxylated analog about five fold whereas the addition of a hydroxyl group 
into the 10,12-isomer, i.e. 9-HODE, decreased the inhibitory effectiveness more than two fold relative to 10,12-18:2. 



46 



SO 



55 



BNSDOCID: <£P 0955047A2_L> 



5 



EP0 955 047 A2 



Table 2 
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Summary of Inhibitory Potencies of Vari us CLA Iso- 
mers on Human Platelet Thromboxane Production 




Fatty Acid 


Inhibitory Potency (I50, 
MM) 1 




CLA mixture 


9.1 ±2.6 (11) 2 


10 


9c,11t-18:2 


16 ±1.8 (7) 




10t,12c-18:2 


13 ±4.1 (7) 




9-HODE (10t12c isomer) 


34 ±6.5 (7) 


15 


13-HODE (9c,11t isomer) 


3.0 ±.7 (6) 




Oleic acid 


>60 



1 150 is the fatty acid concentration that inhibits platelet 
thromboxane formation (from exogenously added ara- 
chidonic acid in the presence of calcium kxiophore 
A231 87) by 50% and is given as the mean ± S.E.M. 
2 (n) b number of donors tested. 



[0031] Statistical analysis using the Student test, indicates that the difference in I50S between 9,11-182 and 13- 
25 HODE. between 10,12-185 and 9-HODE, and CLA mix and 9,11-185 is statistically significant (p<0.05) butthatthere 
were no statistically significant differences between CLA mix and 10,12-18:2 and between 9,1 1-182 and 10,12-18:2. 
[0032] The CLA mix, 9,11-182 and 10,12-18:2 used in the foregoing examples are available (Unilever Research 
Labs) while the 9-HODE and 13-HODE (9c, 1 1t) were obtained from Cayman Chemical Company, Ann Arbor, Michigan. 

SO EXAMPLE 2 

[0033] This example illustrates the effects of CLA on rat platelet aggregation. 

[0034] Rat platelets were isolated and resuspended at a concentration of 2x1 0 s platelets/ml Tyrodes buffer (pH 7.3) 
as previously described (14). Aggregation studies were carried out in a dual-channel aggregometer (ChronoLog Co., 
35 Havertown, PA). Platelets were pretreated with various concentrations of CLA mix for 1 min. And aggregation induced 
by the addition of 20 uM sodium arachidonate in the presence of 1 mM CaQ 2 . 

[0035] The effect of the CLA mix on platelet aggregation was examined and the results shown in Figure 4 indicate 
that 50 and 100 uM CLA mix inhibited rat platelet aggregation induced by sodium arachidonate. 
[0036] The rat platelets utilized in this example, the results of which are shown in Figure 4, were pretreated with either 
40 v hide (ethanol) or several concentrations of CLA mix Aggregation was induced by sodium arachidonate as described 
above. Curve 1 represents the results obtained with the control (ethanol vehicle), while curve 2 and curve 3 plot the 
results obtained, respectively, with platelets pretreated with 100 \M CLA mix and with platelets pretreated with 50 jiM 
CLA mix. 

[0037] The relative effectiveness of the CLA mix and linoleic acid on human platelet aggregation induced by four dtf- 
45 ferent agonists, i.e.arachidonic acid, collagen, thrombin and ionophore (A29187), was examined. The agonists tested 
are known to activate platelets via different mechanisms. Thus, collagen and thrombin are thought to interact with spe- 
cific receptors whereas ionophore bypasses the receptor-occupancy stage of the platelet activation process and ara- 
chidonic acid is converted to the potently aggregatory thromboxane A2. 

[0038] The results shown in Figure 5 indicate that with all aggregating agents tested, the CLA mix inhibited platelet 
so aggregation more effectively than the same concentration of linoleic acid. The difference in inhibitory effectiveness of 
these two acids was most pronounced with collagen and least with thrombin. Although the relative effectiveness of 
these two fatty acids was found to be the same with three other donors, some differences in agonist sensitivity were 
observed. These results confirm the importance of conjugated double bonds in linoleic acid in inhibiting platelet aggre- 
gation. 

55 [0039] As will be evident fr m the foregoing, CLA has an important antithrombotic rol in inhibiting the cyclooxygen- 
ase pathways and consequent inhibition of platelet function r aggregation. 

[0040] This inhibiting function of CLA may be utilized in a variety of ways, for example, as an additive to food. The 
following example illustrates how th invention may be used to provide a h earthy spread. 
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Example 3 

[0041] A low-fat spread having a fat content of about 60% is prepared by combining equal parts f W/O Emulsion A 
of a temperature of 17°C and W/O Emulsion B of a temperatur of 20°C in a surface-scraped heat exchanger (Votat r 
5 A unit) in which the combined emulsion is cooled to 0°C. The emulsion obtained is mildly agitated, further crystallized 
in a post-crystallizer unit (Votator B unit) and packed at 1 7°C. 

[0042] Emulsions A and B are separately prepared by blending and emulsifying fatty and aqueous ingredients in sep- 
arate vessels and cooling the emulsions in scraped-surface heat exchangers to the temperature indicated. 
[0043] The emulsions are composed of (wt%): 

10 







A 


B 


16 


Water 


33.47 


38.08 




Salt 


1.89 


2.0 




Dicalcium phosphate 


0.34 






Sodium citrate 


0.38 




20 


Glucose 


0.89 






Sodium alginate 


0.64 






Glucono-deKa lactons 


0.47 




25 


Oil blend 


59.68 


59.68 




Distilled monoalvcerides 


0.2 


0.2 




from lard 






30 


Colour 


0.02 


0.02 


Flavour 


0.02 


0.02 



[0044] The finely powdered dicalcium phosphate has an average particle size less than 1 micron. The oil blend 
includes 10 wt.% 9,1 1 octadeca dienoic acid. The oil blend, prior to the addition of the 9,1 1 compound, has a dilatation 
ss valueof250at10°Cand25at35°C. 
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[0046] It will be appreciated that various modifications may be made in the invention as described above without 
departing from the invention as defined in the following claims wherein: 

15 

Claims 

1. A method of inhibiting the cyclooxygenase-catalyzed conversion of arachidonic acid to thromboxane in cells which 
comprises contacting said cells with an effective amount of a conjugated linoleic acid. 

20 

2. A method according to claim 1 of inhibiting the cyclooxygenase-catalyzed conversion of arachidonic acid to throm- 
boxane in a subject in need of such inhibition which comprises administering an effective amount of conjugated 
linoleic acid to said subject 

55 3. A method according to claim 1 for inhibiting thromboxane formation and platelet aggregation which comprises 
administering to a subject in need of such inhibition, an effective amount of a conjugated linoleic acid. 

4. A method according to claim 1 wherein the conjugated linoleic acid comprises a mix of 9,1 1- and 10,12-octadeca- 
dienoic acids. 

30 

5. A method according to claim 1 wherein the conjugated linoleic acid is 9,1 1-octadecadienoic acid. 

6. A method according to claim 1 wherein the conjugated linoleic acid is 10,12-octadecadienoic acid. 

35 7. A method according to claim 1 wherein the conjugated linoleic acid is 9-hydroxy, 10,1 2-octadecadienoic acid or 1 3- 
hydroxy, 9,1 1-octadecadienoic acid. 

8. A food composition comprising food and at least one conjugated linoleic acid selected from the group consisting of 
9,1 1-octadecadienoic acid, 10,12-octadecadienoic acid or hydroxylated derivative thereof, the acid being present 

40 in an amount sufficient to assist in inhibiting thromboxane formation. 

9. A pharmaceutical composition for use in inhibiting thromboxane formation which comprises, as the active compo- 
nent, an effective amount of at least one conjugated linoleic acid selected from the group consisting of 9,1 1-octa- 
decadienoic acid, 10,12-octadecadienoic acid or hydroxylated derivative thereof. 

45 

10. Use of 9,1 1-octadecadienoic add; 10,12-octadecadienoic acid; or hydroxylated derivative thereof, or composition 
containing the same, for production or manufacture of a medicament for use in the inhibition of cydoxygenase-cat- 
alyzed conversion of arachidonic acid, thromboxane formation and platelet aggregation. 

50 
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